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SEQUENCE-DETERMINED DNA
FRAGMENTS WITH REGULATORY
FUNCTIONS
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8,299,231), which is a continuation-in-part of U.S. patent
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continuation-in-part of U.S. patent application Ser. No.
11/006,231, filed Dec. 6, 2004, which is a continuation of
U.S. patent application Ser. No. 10/645,822, filed Aug. 22,
2003, which is a continuation-in-part of U.S. patent applica-
tion Ser. No. 10/282,058, filed Oct. 29, 2002, which is a
continuation-in-part of U.S. patent application Ser. No.
10/162,726 filed Jun. 6, 2002 and a continuation-in-part of
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ation-in-part of U.S. patent application Ser. No. 11/006,231,
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application Ser. No. 10/645,822, filed Aug. 22,2003, which is
a continuation-in-part of U.S. patent application Ser. No.
10/282,058, filed Oct. 29, 2002, which is a continuation-in-
part of U.S. patent application Ser. No. 10/162,726 filed Jun.
6, 2002 and a continuation-in-part of U.S. patent application
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BACKGROUND

1. Technical Field

The present invention relates to isolated polynucleotides
from plants that include a complete coding sequence, or a
fragment thereof, that is expressed. In addition, the present
invention relates to polypeptides or proteins encoded by the
coding sequence of these polynucleotides. The present inven-
tion also relates to isolated polynucleotides that represent
regulatory regions of genes. The present invention also relates
to isolated polynucleotides that represent untranslated
regions of genes. The present invention further relates to the
use of these isolated polynucleotides and polypeptides and
proteins.

2. Background Information

There are more than 300,000 species of plants. They show
a wide diversity of forms, ranging from delicate liverworts,
adapted for life in a damp habitat, to cacti, capable of surviv-
ing in the desert. The plant kingdom includes herbaceous
plants, such as corn, whose life cycle is measured in months,
to the giant redwood tree, which can live for thousands of
years. This diversity reflects the adaptations of plants to sur-
vive in a wide range of habitats. This is seen most clearly in
the flowering plants (phylum Angiospermophyta), which are
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the most numerous, with over 250,000 species. They are also
the most widespread, being found from the tropics to the
arctic.

When the molecular and genetic basis for different plant
characteristics are understood, a wide variety of polynucle-
otides, both endogenous polynucleotides and created vari-
ants, polypeptides, cells, and whole organisms, can be
exploited to engineer old and new plant traits in a vast range
of'organisms including plants. These traits can range from the
observable morphological characteristics, through adaptation
to specific environments to biochemical composition and to
molecules that the plants (organisms) exude. Such engineer-
ing can involve tailoring existing traits, such as increasing the
production of taxol in yew trees, to combining traits from two
different plants into a single organism, such as inserting the
drought tolerance of a cactus into a corn plant. Molecular and
genetic knowledge also allows the creation of new traits. For
example, the production of chemicals and pharmaceuticals
that are not native to particular species or the plant kingdom
as a whole.

SUMMARY

The present invention comprises polynucleotides, such as
complete cDNA sequences and/or sequences of genomic
DNA encompassing complete genes, fragments of genes,
and/or regulatory elements of genes and/or regions with other
functions and/or intergenic regions, hereinafter collectively
referred to as Sequence-Determined DNA Fragments (SDFs)
or sometimes collectively referred to as “genes or gene com-
ponents”, or sometimes as “genes, gene components or prod-
ucts”, from different plant species, particularly corn, wheat,
soybean, rice and Arabidopsis thaliana, and other plants and
mutants, variants, fragments or fusions of said SDFs and
polypeptides or proteins derived therefrom. In some
instances, the SDFs span the entirety of a protein-coding
segment. In some instances, the entirety of an mRNA is
represented. Other objects of the invention that are also rep-
resented by SDFs of the invention are control sequences, such
as, but not limited to, promoters. Complements of any
sequence of the invention are also considered part of the
invention.

Other objects of the invention are polynucleotides com-
prising exon sequences, polynucleotides comprising intron
sequences, polynucleotides comprising introns together with
exons, intron/exon junction sequences, 5' untranslated
sequences, and 3' untranslated sequences of the SDFs of the
present invention. Polynucleotides representing the joinder of
any exons described herein, in any arrangement, for example,
to produce a sequence encoding any desirable amino acid
sequence are within the scope of the invention.

The present invention also resides in probes useful for
isolating and identifying nucleic acids that hybridize to an
SDF of the invention. The probes can be of any length, but
typically are 12-2000 nucleotides in length; more typically,
15 to 200 nucleotides long; even more typically, 18 to 100
nucleotides long.

Yet another object of the invention is a method of isolating
and/or identifying nucleic acids using the following steps: (a)
contacting a probe of the instant invention with a polynucle-
otide sample under conditions that permit hybridization and
formation of a polynucleotide duplex; and (b) detecting and/
or isolating the duplex of step (a).

The conditions for hybridization can be from low to mod-
erate to high stringency conditions. The sample can include a
polynucleotide having a sequence unique in a plant genome.
Probes and methods of the invention are useful, for example,
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without limitation, for mapping of genetic traits and/or for
positional cloning of a desired fragment of genomic DNA.
Probes and methods of the invention can also be used for
detecting alternatively spliced messages within a species.
Probes and methods of the invention can further be used to
detect or isolate related genes in other plant species using
genomic DNA (gDNA) and/or ¢cDNA libraries. In some
instances, especially when longer probes and low to moderate
stringency hybridization conditions are used, the probe will

4

of'the polynucleotides of the invention in a plant. Methods of
modulation of gene expression include, without limitation,
(1) inserting into a host cell additional copies of a polynucle-
otide comprising a coding sequence; (2) modulating an
endogenous promoter in a host cell; (3) inserting antisense or
ribozyme constructs into a host cell; and (4) inserting into a
host cell a polynucleotide comprising a sequence encoding a
variant, fragment, or fusion of the native polypeptides of the
instant invention.

hybridize to a plurality of cDNA and/or gDNA sequences of 10
aplant. This approach is useful forisolating representatives of BRIEF DESCRIPTION OF THE TABLES
gene families which are identifiable by possession of a com-
mon functional domain in the gene product or which have The SDFs of the instant invention are listed in Table 2;
common cis-acting regulatory sequences. This approach is annotations relevant to the sequences shown in Table 2 are
also useful for identifying orthologous genes from other 15 presented in Table 1. Each sequence corresponds to a clone
organisms. number. Each clone number corresponds to at least one
The present invention also resides in constructs for modu- sequence in Table 2. Nucleotide sequences in Table 2 are
lating the expression of the genes comprised of all or a frag- “Maximum Length Sequences” (MLS) that are the sequence
ment of an SDF. The constructs comprise all or a fragment of of an insert in a single clone.
the expressed SDF, or of a complementary sequence. 20  Table 1 is a Reference Table which correlates each of the
Examples of constructs include ribozymes comprising RNA sequences and SEQ ID NOs in Table 2 with a corresponding
encoded by an SDF or by a sequence complementary thereto, Ceres clone number, Ceres sequence identifier, and other
antisense constructs, constructs comprising coding regions or information about the individual sequence. Table 2 is a
parts thereof, constructs comprising promoters, introns, Sequence Table with the sequence of each nucleic acid and
untranslated regions, scaffold attachment regions, methylat- 25 amino acid sequence.
ing regions, enhancing or reducing regions, DNA and chro- InTable 1, each section begins with a line that identifies the
matin conformation modifying sequences, etc. Such con- corresponding internal Ceres clone by its ID number. Subsec-
structs can be constructed using viral, plasmid, bacterial tion (A) then provides information about the nucleotide
artificial chromosomes (BACs), plasmid artificial chromo- sequence including the corresponding sequence in Table 2,
somes (PACs), autonomous plant plasmids, plant artificial 30 and the internal Ceres sequence identifier (“Ceres seq_id”).
chromosomes or other types of vectors and exist in the plant Subsection (B) provides similar information about a polypep-
as autonomous replicating sequences or as DNA integrated tide sequence, but additionally identifies the location of the
into the genome. When inserted into a host cell, the construct start codon in the nucleotide sequence which codes for the
is, preferably, functionally integrated with, or operatively polypeptide. Subsection (C) provides information (where
linked to, a heterologous polynucleotide. For instance, a cod- 35 present) regarding identified domains within the polypeptide
ing region from an SDF might be operably linked to a pro- and (where present) a name for the polypeptide. Finally,
moter that is functional in a plant. subsection (D) provides (where present) information con-
The present invention also resides in host cells, including cerning amino acids which are found to be related and have
bacterial or yeast cells or plant cells, and plants that harbor some sequence identity to the polypeptide sequences of Table
constructs such as described above. Another aspect of the 40 2. Those “related” sequences identified by a “gi” number are
invention relates to methods for modulating expression of in the GenBank data base.
specific genes in plants by expression of the coding sequence In Table 2, Xaa within an amino acid sequence denotes an
of'the constructs, by regulation of expression of one or more ambiguous amino acid. An Xaa at the end of an amino acid
endogenous genes in a plant or by suppression of expression sequence indicates a stop codon.
TABLE 1
Reference table.
Clone IDs: 858585
Ac) cDNA SEQ
- Pat. Appln. SEQ ID NO: 1 (SEQ ID NO: 45470 in U.S. patent
application Ser. No. 09/752,823)
- Ceres SEQ ID NO: 4346811
- SEQ 45470 w. TSS: 4
PolyP SEQ
- Pat. Appln. SEQ ID NO: 2 (SEQ ID NO: 45471 in U.S. patent
application Ser. No. 09/752,823)
- Ceres SEQ ID NO 4346812
- Loc. SEQ ID NO 45470: @ 57 nt.
- Loc. Sig. P. SEQ ID NO 45471: @ 24 aa.
(C) Pred. PP Nom. & Annot.
(Dp) Rel. AA SEQ
- Align. NO 216704
- gi No 99889
- Desp.: beta-conglycinin alpha chain precursor - soybean
- % Iant.: 97.6
- Align. Len.: 123
- Loc. SEQ ID NO 2: 1 -> 122 aa.

Align. NO 216705
gl No 121281
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TABLE 1-continued

Reference table.

to 583)

- Desp.: BETA-CONGLYCININ, ALPHA CHAIN PRECURSOR
>gi|72289|pir| |[FWSYBA beta-conglycinin alpha chain precursor - soybean
>gi|18536|emb|CAA35691.1| (X17698) prepro-polypeptide (AA -22
[Glycine max]

- % Idnt.: 97.6

- Align. Len.: 123

- Loc. SEQ ID NO 2: 1 -»> 122 aa.

TABLE 2

Sequence listing.

<210> 1 (seq id no: 45470 in U.S. patent application Ser. No. 09/752,823)
<211> 425

<212> DNA (genomic)

<213> Glycine max

<220>

<221> misc_feature

<222> (1) ...(425)

<223> Ceres Seq. ID no. 4346811

<220>

<221> misc_feature

<222> ()...()

<223> n is a, ¢, t, g, unknown, or other

<400> 1

atcatcgaga actagttcaa tatcctagta taccttaata aataatttaa gatactatga 60
tgagagcacg gttcccatta ctgttgctgg gacttgtttt cctggcecttca gtttetgtcet 120
catttggcat tgcttactgg gaaaaagaga accccaaaca caacaagtgt ctccagagtt 180
gcaatagcga gagagactcg tacaggaacc aagcatgcca cgetckttge aacctcectta 240
aggtggagaa agaagaatgt gwagaaggtg arattccacyg accacgacca cgaccacaac 300
acccggagag ggaacctcag caacccggtg agaaggagga agacgaagat gagcaaccac 360
gtecaatcee attcccacge ccacaacctce gtcaagaaga agagcacgag cagagagagg 420
aaagg 425
<210> 2 (seq id no 45471 in U.S. patent application Ser. No. 09/752,823)
<211> 123

<212> PRT

<213> Glycine max

<220>

<221> peptide

<222> (1) ...(123)

<223> Ceres Seq. ID no. 4346812

<220>

<221> misc_feature

<222>

()y...0)
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TABLE 2-continued

Sequence listing.

<223> xaa 1s any aa, unknown or other
<400> 2
Met Met Arg Ala Arg Phe Pro Leu Leu Leu

1 5 10

Leu Gly Leu

Ala Ser Val Ser Val Ser Phe Gly Ile Ala Tyr Trp Glu

Gln
40

Glu
45

His Asn Leu Ser Asn Ser

35

Pro Lys Lys Cys Cys

Gln Ala Ala Leu Leu

60

His Xaa Asn

55

Tyr Arg Asn

50

Cys Cys

Glu Glu

70

Lys Glu Xaa Xaa Ile Pro Pro

65

Cys Gly Arg

75

Arg

Gln His Pro Glu Arg Glu Pro Gln Gln Pro Gly Glu Lys

Glu Gln

100

Glu Ile Pro Phe Pro Pro

105

Asp Pro Arg Pro Arg

Glu
115

Gln Glu Glu His Glu Gln Arg Glu Glu

120

Arg

Val

Lys

30

Arg

Lys

Pro

Glu

Gln
110

Phe
15

Leu
Glu Asn
Asp Ser
Val Glu

Pro
80

Arg
Glu Asp

Pro Arg

DETAILED DESCRIPTION

The invention relates to polynucleotides and methods of
use thereof, such as probes, primers and substrates; methods
of detection and isolation; hybridization; methods of map-
ping; southern blotting; isolating cDNA from related organ-
isms; isolating and/or identifying orthologous genes; meth-
ods of inhibiting gene expression (e.g., antisense, ribozyme
constructs, chimeraplasts, co-suppression, transcriptional
silencing, and other methods to inhibit gene expression);
methods of functional analysis; promoter sequences and their
use; utrs and/or intron sequences and their use; and coding
sequences and their use.

The invention also relates to polypeptides and proteins and
methods of use thereof, such as native polypeptides and pro-
teins; antibodies; in vitro applications; polypeptide variants,
fragments and fusions.

The invention also includes methods of modulating
polypeptide production, such as suppression (e.g., antisense,
ribozymes, co-suppression, insertion of sequences into the
gene to be modulated, promoter modulation, expression of
genes containing dominant-negative mutations) and
enhanced expression (e.g., insertion of an exogenous gene
and promoter modulation).

The invention further concerns gene constructs and vector
construction, such as coding sequences, promoters, and sig-
nal peptides, the invention still further relates to transforma-
tion techniques.

Polynucleotides

Exemplified SDFs of the invention represent fragments of
the genome of corn, wheat, rice, soybean or Arabidopsis
and/or represent mRNA expressed from that genome. The
isolated nucleic acid of the invention also encompasses cor-
responding fragments of the genome and/or cDNA comple-
ment of other organisms as described in detail below.

Polynucleotides of the invention can be isolated from poly-
nucleotide libraries using primers comprising sequences
similar to those described in the attached Table 2 or comple-
ments thereof. See, for example, the methods described in
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Sambrook et al. (Molecular Cloning, a Laboratory Manual,
2nd ed., c. 1989 by Cold Spring Harbor Laboratory Press,
Cold Spring Harbor, N.Y.).

Alternatively, the polynucleotides of the invention can be
produced by chemical synthesis. Such synthesis methods are
described below.

It is contemplated that the nucleotide sequences presented
herein may contain some small percentage of errors. These
errors may arise in the normal course of determination of
nucleotide sequences. Sequence errors can be corrected by
obtaining seeds such as those deposited under the accession
numbers cited herein, propagating them, isolating genomic
DNA or appropriate mRNA from the resulting plants or seeds
thereof, amplifying the relevant fragment of the genomic
DNA or mRNA using primers having a sequence that flanks
the erroneous sequence, and sequencing the amplification
product.

Probes, Primers and Substrates

Probes and primers of the instant invention will hybridize
to a polynucleotide comprising a sequence in Table 2. Though
many different nucleotide sequences can encode an amino
acid sequence, in some instances, the sequences of Table 2 are
preferred for encoding polypeptides of the invention. How-
ever, the sequence of the probes and/or primers of the instant
invention need not be identical to those in Table 2 or the
complements thereof. Some variation in the sequence and
length can lead to increase assay sensitivity if the nucleic acid
probe can form a duplex with a target nucleotide in a sample
that can be detected or isolated. The probes and/or primers of
the invention can include additional nucleotides that may be
helpful as a label to detect the formed duplex or for later
cloning purposes.

Probe length will vary depending on the application. For
use as a PCR primer, probes should be 12-40 nucleotides,
preferably 18-30 nucleotides long. For use in mapping,
probes should be 50 to 500 nucleotides, preferably 100-250
nucleotides long. For Southern hybridizations, probes as long
as several kilobases can be used as explained below.

The probes and/or primers can be produced by synthetic
procedures such as the triester method of Matteucci et al. (/.
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Am. Chem. Soc., 103:3185 (1981)); or according to Urdea et
al. (Proc. Natl. Acad. Sci. USA, 80:7461 (1981)) or using
commercially available automated oligonucleotide synthe-
sizers.

Methods of Detection and Isolation

The polynucleotides of the invention can be utilized in a
number of methods known to those skilled in the art as probes
and/or primers to isolate and detect polynucleotides, includ-
ing, without limitation: Southern blot assays, Northern blot
assays, Branched DNA hybridization assays, polymerase
chain reaction, and microarray assays, and variations thereof.
Specific methods given by way of examples, and discussed
below include: hybridization, methods of mapping, Southern
blotting, isolating cDNA from related organisms, and isolat-
ing and/or identifying orthologous genes.

Hybridization

The isolated SDFs of Tables 1 and 2 can be used as probes
and/or primers for detection and/or isolation of related poly-
nucleotide sequences through hybridization. Hybridization
of'one nucleic acid to another constitutes a physical property
that defines the subject SDF of the invention and the identified
related sequences. Also, such hybridization imposes struc-
tural limitations on the pair. A good general discussion of the
factors for determining hybridization conditions is provided
by Sambrook et al. (Molecular Cloning, a Laboratory
Manual, 2nd ed., c. 1989 by Cold Spring Harbor Laboratory
Press, Cold Spring Harbor, N.Y.; see esp., chapters 11 and
12). Additional considerations and details of the physical
chemistry of hybridization are provided by Keller and Manak
(DNA Probes, 2' Ed. pp. 1-25, c. 1993 by Stockton Press, New
York, N.Y.).

Depending on the stringency of the conditions under which
these probes and/or primers are used, polynucleotides exhib-
iting a wide range of similarity to those in Tables 1 or 2 or
fragments thereof can be detected or isolated. When the prac-
titioner wishes to examine the result of membrane hybridiza-
tions under a variety of stringencies, an efficient way to do so
is to perform the hybridization under a low stringency condi-
tion, then to wash the hybridization membrane under increas-
ingly stringent conditions.

When using SDFs to identify orthologous genes in other
species, the practitioner will preferably adjust the amount of
target DNA of each species so that, as nearly as is practical,
the same number of genome equivalents are present for each
species examined. This prevents faint signals from species
having large genomes, and thus small numbers of genome
equivalents per mass of DNA, from erroneously being inter-
preted as absence of the corresponding gene in the genome.

The probes and/or primers of the instant invention can also
be used to detect or isolate nucleotides that are “identical” to
the probes or primers. Two nucleic acid sequences or
polypeptides are said to be “identical” if the sequence of
nucleotides or amino acid residues, respectively, in the two
sequences is the same when aligned for maximum correspon-
dence as described below.

Isolated polynucleotides within the scope of the invention
also include allelic variants of the specific sequences pre-
sented in Tables 1 and 2. The probes and/or primers of the
invention can also be used to detect and/or isolate polynucle-
otides exhibiting at least 80% sequence identity with the
sequences of Table 1 or 2.

With respect to nucleotide sequences, degeneracy of the
genetic code provides the possibility to substitute at least one
base of the base sequence of a gene with a different base
without causing the amino acid sequence of the polypeptide
produced from the gene to be changed. Hence, the DNA of the
present invention may also have any base sequence that has
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been changed from a sequence in Table 1 or 2 by substitution
in accordance with degeneracy of genetic code. References
describing codon usage include: Carels et al., (J. Mol. Evol.,
46:45 (1998)) and Fennoy et al. (Nucl. Acids Res., 21(23):
5294 (1993)).
Mapping

The isolated SDFs provided herein can be used to create
various types of genetic and physical maps of the genome of
corn, Arabidopsis, soybean, rice, wheat, or other plants. Some
SDFs may be absolutely associated with particular pheno-
typic traits, allowing construction of gross genetic maps.
While not all SDFs of Table 2 of the priority patent applica-
tions will immediately be associated with a phenotype, all
SDFs can be used as probes for identifying polymorphisms
associated with phenotypes of interest. Briefly, one method of
mapping involves total DNA isolation from individuals. It is
subsequently cleaved with one or more restriction enzymes,
separated according to mass, transferred to a solid support,
hybridized with SDF DNA, and the pattern of fragments
compared. Polymorphisms associated with a particular SDF
are visualized as differences in the size of fragments produced
between individual DNA samples after digestion with a par-
ticular restriction enzyme and hybridization with the SDF.
After identification of polymorphic SDF sequences, linkage
studies can be conducted. By using the individuals showing
polymorphisms as parents in crossing programs, F2 progeny
recombinants or recombinant inbreds, for example, are then
analyzed. The order of DNA polymorphisms along the chro-
mosomes can be determined based on the frequency with
which they are inherited together versus independently. The
closer two polymorphisms are together in a chromosome; the
higher the probability that they are inherited together. Inte-
gration of the relative positions of all the polymorphisms and
associated marker SDFs can produce a genetic map of the
species, where the distances between markers reflect the
recombination frequencies in that chromosome segment.

The use of recombinant inbred lines for such genetic map-
ping is described for Arabidopsis by Alonso-Blanco et al.
(Methods in Molecular Biology, vol. 82, “Arabidopsis Pro-
tocols”, pp. 137-146, J. M. Martinez-Zapater and J. Salinas,
eds., c. 1998 by Humana Press, Totowa, N.J.) and for corn by
Burr (“Mapping Genes with Recombinant Inbreds”, pp. 249-
254. In Freeling, M. and V. Walbot (Ed.), The Maize Hand-
book, c. 1994 by Springer-Verlag New York, Inc.: New York,
N.Y., USA; Berlin Germany; Burr et al., Genetics, 118:519
(1998); and Gardiner et al., Genetics, 134:917 (1993)). This
procedure, however, is not limited to plants and can be used
for other organisms such as yeast or for individual cells.

The SDFs provided herein can also be used for simple
sequence repeat (SSR) mapping. Rice SSR mapping is
described elsewhere (Morgante et al., The Plant Journal,
3:165 (1993)), Panaud et al., Gernome, 38:1170 (1995); Senior
et al., Crop Science, 36:1676 (1996), Taramino et al.,
Genome, 39:277 (1996); and Ahn et al., Molecular and Gen-
eral Genetics, 241:483-90 (1993)). SSR mapping can be
achieved using various methods. In one instance, polymor-
phisms are identified when sequence specific probes con-
tained within an SDF flanking an SSR are made and used in
polymerase chain reaction (PCR) assays with template DNA
from two or more individuals of interest. Here, a change in the
number of tandem repeats between the SSR-flanking
sequences produces differently sized fragments (U.S. Pat.
No. 5,766,847). Alternatively, polymorphisms can be identi-
fied by using the PCR fragment produced from the SSR-
flanking sequence specific primer reaction as a probe against
Southern blots representing different individuals (Refseth et
al., Electrophoresis, 18:1519 (1997)).
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Genetic and physical maps of crop species have many uses.
For example, these maps can be used to devise positional
cloning strategies for isolating novel genes from the mapped
crop species. In addition, because the genomes of closely
related species are largely syntenic (that is, they display the
same ordering of genes within the genome), these maps can
be used to isolate novel alleles from relatives of crop species
by positional cloning strategies.

The various types of maps discussed above can be used
with the SDFs provided herein to identify Quantitative Trait
Loci (QTLs). Many important crop traits, such as the solids
content of tomatoes, are quantitative traits and result from the
combined interactions of several genes. These genes reside at
different loci in the genome, oftentimes on different chromo-
somes, and generally exhibit multiple alleles at each locus.
The SDFs provided herein can be used to identify QTLs and
isolate specific alleles as described by de Vicente and Tank-
sley (Genetics 134:585 (1993)). In addition to isolating QTL
alleles in present crop species, the SDFs provided herein can
also be used to isolate alleles from the corresponding QTL of
wild relatives. Transgenic plants having various combina-
tions of QTL alleles can then be created, and the effects of the
combinations measured. Once a desired allele combination
has been identified, crop improvement can be accomplished
either through biotechnological means or by directed conven-
tional breeding programs (for review, see Tanksley and
McCouch, Science, 277:1063 (1997)).

In another embodiment, the SDFs provided herein can be
used to help create physical maps of the genome of corn,
Arabidopsis, and related species. Where SDFs have been
ordered on a genetic map, as described above, they can be
used as probes to discover which clones in large libraries of
plant DNA fragments in YACs, BACs, etc. contain the same
SDF or similar sequences, thereby facilitating the assignment
of the large DNA fragments to chromosomal positions. Sub-
sequently, the large BACs, YACs, etc. can be ordered unam-
biguously by more detailed studies of their sequence compo-
sition (see, e.g., Marraetal., Genomic Research, 7:1072-1084
(1997)) and by using their end or other sequences to find the
identical sequences in other cloned DNA fragments. The
overlapping of DNA sequences in this way allows large con-
tigs of plant sequences to be built that, when sufficiently
extended, provide a complete physical map ofa chromosome.
Sometimes the SDFs themselves will provide the means of
joining cloned sequences into a contig.

The patent publication W095/35505 and U.S. Pat. Nos.
5,445,943 and 5,410,270 describe scanning multiple alleles
of a plurality of loci using hybridization to arrays of oligo-
nucleotides. These techniques are useful for each of the types
of mapping discussed above.

Following the procedures described above and using a
plurality of the SDFs of Table 2 or Table 2 on any of the
priority patent applications, any individual can be genotyped.
These individual genotypes can be used for the identification
of particular cultivars, varieties, lines, ecotypes, and geneti-
cally modified plants or can serve as tools for subsequent
genetic studies involving multiple phenotypic traits.
Southern Blot Hybridization

The sequences of Tables 1 and 2 can be used as probes for
various hybridization techniques. These techniques are useful
for detecting target polynucleotides in a sample or for deter-
mining whether transgenic plants, seeds or host cells harbor a
gene or sequence of interest and thus might be expected to
exhibit a particular trait or phenotype.

In addition, the SDFs provided herein can be used to isolate
additional members of gene families from the same or difter-
ent species and/or orthologous genes from the same or dif-
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ferent species. This is accomplished by hybridizing an SDF
to, for example, a Southern blot containing the appropriate
genomic DNA or cDNA. Given the resulting hybridization
data, one of ordinary skill in the art could distinguish and
isolate the correct DNA fragments by size, restriction sites,
sequence, and stated hybridization conditions from a gel or
from a library.

Identification and isolation of orthologous genes from
closely related species and alleles within a species is particu-
larly desirable because of their potential for crop improve-
ment. Many important crop traits, such as the solid content of
tomatoes, result from the combined interactions of the prod-
ucts of several genes residing at different loci in the genome.
Generally, alleles at each of these loci can make quantitative
differences to the trait. By identifying and isolating numerous
alleles for each locus from within or different species, trans-
genic plants with various combinations of alleles can be cre-
ated, and the effects of the combinations measured. Once a
more favorable allele combination has been identified, crop
improvement can be accomplished either through biotechno-
logical means or by directed conventional breeding programs
(Tanksley et al., Science, 277:1063 (1997)).

The results from hybridizations of an SDFs provided
herein to, for example, Southern blots containing DNA from
another species can also be used to generate restriction frag-
ment maps for the corresponding genomic regions. These
maps provide additional information about the relative posi-
tions of restriction sites within fragments, further distinguish-
ing mapped DNA from the remainder of the genome. Physical
maps can be made by digesting genomic DNA with different
combinations of restriction enzymes.

Probes for Southern blotting to distinguish individual
restriction fragments can range in size from 15 to 20 nucle-
otides to several thousand nucleotides. More preferably, the
probe is 100 to 1,000 nucleotides long for identifying mem-
bers of a gene family when it is found that repetitive
sequences would complicate the hybridization. For identify-
ing an entire corresponding gene in another species, the probe
is more preferably the length of the gene, typically 2,000 to
10,000 nucleotides, but probes 50-1,000 nucleotides long
might be used. Some genes, however, might require probes up
to 1,500 nucleotides long or overlapping probes constituting
the full-length sequence to span their lengths.

Also, while it is preferred that the probe be homogeneous
with respect to its sequence, it is not necessary. For example,
as described below, a probe representing members of a gene
family having diverse sequences can be generated using PCR
to amplify genomic DNA or RNA templates using primers
derived from SDFs that include sequences that define the
gene family.

For identifying corresponding genes in another species, the
next most preferable probe is a cDNA spanning the entire
coding sequence, which allows all of the mRNA-coding frag-
ment of the gene to be identified. Probes for Southern blotting
can easily be generated from SDFs by making primers having
the sequence at the ends of the SDF and using corn or Arabi-
dopsis genomic DNA as a template. In instances where the
SDF includes sequence conserved among species, primers
including the conserved sequence can be used for PCR with
genomic DNA from a species of interest to obtain a probe.

Similarly, if the SDF includes a domain of interest, that
fragment of the SDF can be used to make primers and, with
appropriate template DNA, used to make a probe to identify
genes containing the domain. Alternatively, the PCR products
can be resolved, for example by gel electrophoresis, and
cloned and/or sequenced. Using Southern hybridization, the
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variants of the domain among members of a gene family, both
within and across species, can be examined.
Isolating DNA from Related Organisms

The SDFs provided herein can be used to isolate the cor-
responding DNA from other organisms. Either cDNA or
genomic DNA can be isolated. For isolating genomic DNA, a
lambda, cosmid, BAC, or YAC, or other large insert genomic
library from the plant of interest can be constructed using
standard molecular biology techniques as described in detail
by Sambrook et al. (Molecular Cloning: A Laboratory
Manual, 24 ed. Cold Spring Harbor Laboratory Press, New
York (1989)) and by Ausubel et al. (Current Protocols in
Molecular Biology, Greene Publishing, New York (1992)).

To screen a phage library, for example, recombinant
lambda clones are plated out on appropriate bacterial medium
using an appropriate E. coli host strain. The resulting plaques
are lifted from the plates using nylon or nitrocellulose filters.
The plaque lifts are processed through denaturation, neutral-
ization, and washing treatments following the standard pro-
tocols outlined by Ausubel et al. (Current Protocols in
Molecular Biology, Greene Publishing, New York (1992)).
The plaque lifts are hybridized to either radioactively labeled
or non-radioactively labeled SDF DNA at room temperature
for about 16 hours, usually in the presence of 50% formamide
and 5xSSC (sodium chloride and sodium citrate) buffer and
blocking reagents. The plaque lifts are then washed at 42° C.
with 1% Sodium Dodecyl Sulfate (SDS) and at a particular
concentration of SSC. The SSC concentration used is depen-
dent upon the stringency at which hybridization occurred in
the initial Southern blot analysis performed. For example, ifa
fragment hybridized under medium stringency (e.g., Tm-20°
C.), then this condition is maintained or preferably adjusted to
a less stringent condition (e.g., Tm-30° C.) to wash the
plaque lifts. Positive clones show detectable hybridization
e.g., by exposure to X-ray films or chromogen formation. The
positive clones are then subsequently isolated for purification
using the same general protocol outlined above. Once the
clone is purified, restriction analysis can be conducted to
narrow the region corresponding to the gene of interest. The
restriction analysis and succeeding subcloning steps can be
done using procedures described by, for example, Sambrook
etal. (Molecular Cloning: A Laboratory Manual, 2”? ed. Cold
Spring Harbor Laboratory Press, New York (1989)).

The procedures outlined for the lambda library are essen-
tially similar to those used for YAC library screening, except
that the YAC clones are harbored in bacterial colonies. The
YAC clones are plated out at reasonable density on nitrocel-
Iulose or nylon filters supported by appropriate bacterial
medium in petri plates. Following the growth of the bacterial
clones, the filters are processed through the denaturation,
neutralization, and washing steps following the procedures of
Ausubel et al. (Current Protocols in Molecular Biology,
Greene Publishing, New York (1992)). The same hybridiza-
tion procedures for lambda library screening are followed.

To isolate cDNA, similar procedures using appropriately
modified vectors are employed. For instance, the library can
be constructed in a lambda vector appropriate for cloning
c¢DNA such as Agtl1. Alternatively, the cDNA library can be
made in a plasmid vector. cDNA for cloning can be prepared
by any of the methods known in the art, but is preferably
prepared as described above. Preferably, a cDNA library will
include a high proportion of full-length clones.

Isolating and/or Identifying Orthologous Genes

The probes and primers provided herein can be used to
identify and/or isolate polynucleotides related to those set
forth in Tables 1 and 2. Related polynucleotides are those that
are native to other plant organisms and exhibit either similar
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sequence or encode polypeptides with similar biological
activity. One specific example is an orthologous gene.
Orthologous genes have the same functional activity. As such,
orthologous genes may be distinguished from homologous
genes. The percentage of identity is a function of evolutionary
separation and, in closely related species, the percentage of
identity can be 98 to 100%. The amino acid sequence of a
protein encoded by an orthologous gene can be less than 75%
identical, but tends to be at least 75% or at least 80% identical,
more preferably at least 90%, most preferably at least 95%
identical to the amino acid sequence of the reference protein.

To find orthologous genes, the probes are hybridized to
nucleic acids from a species of interest under low stringency
conditions, preferably one where sequences containing as
much as 40-45% mismatches will be able to hybridize. This
condition is established by T,—40° C. to T,,—-48° C. (see
below). Blots are then washed under conditions of increasing
stringency. It is preferable that the wash stringency be such
that sequences that are 85 to 100% identical will hybridize.
More preferably, sequences 90 to 100% identical will hybrid-
ize, and most preferably only sequences greater than 95%
identical will hybridize. One of ordinary skill in the art will
recognize that, due to degeneracy in the genetic code, amino
acid sequences that are identical can be encoded by DNA
sequences as little as 67% identical or less. Thus, it is prefer-
able, for example, to make an overlapping series of shorter
probes, on the order of 24 to 45 nucleotides, and individually
hybridize them to the same arrayed library to avoid the prob-
lem of degeneracy introducing large numbers of mismatches.

As evolutionary divergence increases, genome sequences
also tend to diverge. Thus, one of skill will recognize that
searches for orthologous genes between more divergent spe-
cies will require the use of lower stringency conditions com-
pared to searches between closely related species. Also,
degeneracy of the genetic code is more of a problem for
searches in the genome of a species more distant evolution-
arily from the species that is the source of the SDF probe
sequences.

Therefore, the methods described by Bouckaert et al. (U.S.
Provisional Patent Application Ser. No. 60/121,700; filed
Feb. 25, 1999 and hereby incorporated in its entirety by
reference) can be applied to the SDFs provided herein to
isolate related genes from plant species which do not hybrid-
ize to the corn Arabidopsis, soybean, rice, wheat, and other
plant sequences provided in Tables 1 and 2.

Identification of the relationship of nucleotide or amino
acid sequences among plant species can be done by compar-
ing the nucleotide or amino acid sequences of SDFs provided
herein with nucleotide or amino acid sequences of other SDF's
such as those provided in Table 2 of any of the priority
applications.

The SDFs provided herein can also be used as probes to
search for genes that are related to the SDF within a species.
Such related genes are typically considered to be members of
a gene family. In such a case, the sequence similarity will
often be concentrated into one or a few fragments of the
sequence. The fragments of similar sequence that define the
gene family typically encode a fragment of a protein or RNA
that has an enzymatic or structural function. The percentage
of identity in the amino acid sequence of the domain that
defines the gene family is preferably at least 70%, more
preferably 80 to 95%, most preferably 85 to 99%. To search
for members of a gene family within a species, a low strin-
gency hybridization is usually performed, but this will
depend upon the size, distribution and degree of sequence
divergence of domains that define the gene family. SDFs in
Table 2 of any of the priority patent applications that encom-
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pass regulatory regions can be used to identify coordinately
expressed genes by using the regulatory region sequence of
the SDF as a probe.

In the instances where the SDFs are identified as being
expressed from genes that confer a particular phenotype, then
the SDF's can also be used as probes to assay plants of differ-
ent species for those phenotypes.

Methods to Inhibit Gene Expression

The nucleic acid molecules provided herein can be used to
inhibit gene transcription and/or translation. Examples of
such methods and materials include, without limitation, anti-
sense constructs, ribozyme constructs, chimeraplast con-
structs, co-suppression, transcriptional silencing, and other
methods of gene expression.

Antisense

In some instances, it is desirable to suppress expression of
an endogenous or exogenous gene. A well-known instance is
the FLAVOR-SAVOR™ tomato, in which the gene encoding
ACC synthase is inactivated by an antisense approach, thus
delaying softening of the fruit after ripening. See, for
example, U.S. Pat. No. 5,859,330; U.S. Pat. No. 5,723,766;
Oeller et al., Science, 254:437-439 (1991); and Hamilton et
al., Nature, 346:284-287 (1990). Also, timing of flowering
can be controlled by suppression of the FLOWERING
LOCUS C (FLC). High levels of this transcript are associated
with late flowering, while absence of FL.C is associated with
early flowering (Michaels et al., Plant Cell, 11:949 (1999)).
Also, the transition of apical meristem from production of
leaves with associated shoots to flowering is regulated by
TERMINAL FLOWERI1, APETALA1 and LEAFY. Thus,
when it is desired to induce a transition from shoot production
to flowering, it is desirable to suppress TFL1 expression
(Liljegren, Plant Cell, 11:1007 (1999)). As another instance,
arrested ovule development and female sterility result from
suppression of the ethylene forming enzyme but can be
reversed by application of ethylene (De Martinis et al., Plant
Cell, 11:1061 (1999)). The ability to manipulate female fer-
tility of plants is useful in increasing fruit production and
creating hybrids.

In the case of polynucleotides used to inhibit expression of
an endogenous gene, the introduced sequence need not be
perfectly identical to a sequence of the target endogenous
gene. The introduced polynucleotide sequence will typically
be at least substantially identical to the target endogenous
sequence.

Some polynucleotide SDFs provided herein or provided in
Table 2 of any of the priority patent applications represent
sequences that are expressed in corn, wheat, rice, soybean,
Arabidopsis, and/or other plants. Any of these sequences can
be used to generate antisense constructs to inhibit translation
and/or degradation of transcripts of an SDFs, typically in a
plant cell.

To accomplish this, a polynucleotide segment from the
desired gene that can hybridize to the mRNA expressed from
the desired gene (the “antisense segment”) is operably linked
to a promoter such that the antisense strand of RNA will be
transcribed when the construct is present in a host cell. A
regulated promoter can be used in the construct to control
transcription of the antisense segment so that transcription
occurs only under desired circumstances.

The antisense segment to be introduced generally will be
substantially identical to at least a fragment of the endog-
enous gene or genes to be repressed. The sequence, however,
need not be perfectly identical to inhibit expression. Further,
the antisense product may hybridize to the untranslated
region instead of or in addition to the coding sequence of the
gene. The vectors provided herein can be designed such that
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the inhibitory effect applies to other proteins within a family
of genes exhibiting homology or substantial homology to the
target gene.

For antisense suppression, the introduced antisense seg-
ment sequence also need not be full length relative to either
the primary transcription product or the fully processed
mRNA. Generally, a higher percentage of sequence identity
can be used to compensate for the use of a shorter sequence.
Furthermore, the introduced sequence need not have the same
intron or exon pattern, and homology of non-coding segments
may be equally effective. Normally, a sequence of between
about 30 or 40 nucleotides and the full length of the transcript
can be used, though a sequence of at least about 100 nucle-
otides is preferred, a sequence of at least about 200 nucle-
otides is more preferred, and a sequence of at least about 500
nucleotides is especially preferred.

Chimeraplasts

The SDFs provided herein, such as those described in Table
2, can also be used to construct chimeraplasts that can be
introduced into a cell to produce at least one specific nucle-
otide change in a sequence. A chimeraplast is an oligonucle-
otide comprising DNA and/or RNA that specifically hybrid-
iZes to a target region in a manner which creates a mismatched
base-pair. This mismatched base-pair signals the cell’s repair
enzyme machinery which acts on the mismatched region
resulting in the replacement, insertion, or deletion of desig-
nated nucleotide(s). The altered sequence is then expressed
by the cell’s normal cellular mechanisms. Chimeraplasts can
be designed to repair mutant genes, modify genes, introduce
site-specific mutations, and/or act to interrupt or alter normal
gene function. See, e.g., U.S. Pat. Nos. 6,010,907 and 6,004,
804 and PCT Publication Nos. W099/58723 and WO99/
07865.

Sense Suppression

The SDFs provided herein, such as those described in Table
2, are also useful to modulate gene expression by sense sup-
pression. Sense suppression represents another method of
gene suppression by introducing at least one exogenous copy
or fragment of the endogenous sequence to be suppressed.

Introduction of expression cassettes in which a nucleic acid
is configured in the sense orientation with respect to the
promoter into the chromosome of a plant or by a self-repli-
cating virus has been shown to be an effective means by which
to induce degradation of mRNAs of target genes. An example
of the use of this method to modulate expression of endog-
enous genes is provided elsewhere (Napoli et al., The Plant
Cell, 2:279 (1990), and U.S. Pat. Nos. 5,034,323; 5,231,020,
and 5,283,184) Inhibition of expression may require some
transcription of the introduced sequence.

For sense suppression, the introduced sequence generally
will be substantially identical to the endogenous sequence
intended to be inactivated. The minimal percentage of
sequence identity will typically be greater than about 65%,
but a higher percentage of sequence identity might exert a
more effective reduction in the level of normal gene products.
Sequence identity of more than about 80% is preferred,
though about 95% to absolute identity would be most pre-
ferred. As with antisense regulation, the effect would likely
apply to any other proteins within a similar family of genes
exhibiting homology or substantial homology to the sup-
pressing sequence.

Transcriptional Silencing

The nucleic acid sequences provided herein or provided in
Table 2 of any of the priority patent applications (and frag-
ments thereof) contain sequences that can be inserted into the
genome of an organism resulting in transcriptional silencing.
Such regulatory sequences need not be operatively linked to



US 9,085,771 B2

17

coding sequences to modulate transcription of a gene. Spe-
cifically, a promoter sequence without any other element of a
gene can be introduced into a genome to transcriptionally
silence an endogenous gene (see, for example, Vaucheret et
al.,, The Plant Journal, 16:651-659 (1998)). As another
example, triple helices can be formed using oligonucleotides
based on sequences from Table 2 provided herein or Table 2 of
any of the priority patent applications, fragments thereof, and
substantially similar sequence thereto. The oligonucleotide
can be delivered to the host cell and can bind to the promoter
in the genome to form a triple helix and prevent transcription.
An oligonucleotide of interest is one that can bind to the
promoter and block binding of a transcription factor to the
promoter. In such a case, the oligonucleotide can be comple-
mentary to the sequences of the promoter that interact with
transcription binding factors.

Other Methods to Inhibit Gene Expression

Yet another means of suppressing gene expression is to
insert a polynucleotide into the gene of interest to disrupt
transcription or translation of the gene.

Low frequency homologous recombination can be used to
target a polynucleotide insert to a gene by flanking the poly-
nucleotide insert with sequences that are substantially similar
to the gene to be disrupted. Sequences from Table 2 provided
herein or Table 2 of any of the priority patent applications,
fragments thereof, and substantially similar sequence thereto
can be used for homologous recombination.

In addition, random insertion of polynucleotides into a host
cell genome can also be used to disrupt the gene of interest
(Azpiroz-Leehan et al., Trends in Genetics, 13:152 (1997)).
In this method, screening for clones from a library containing
random insertions is preferred to identifying those that have
polynucleotides inserted into the gene of interest. Such
screening can be performed using probes and/or primers
described above based on sequences from Table 2 provided
herein or Table 2 of any of the priority patent applications,
fragments thereof, and substantially similar sequence thereto.
The screening can also be performed by selecting clones orR
plants having a desired phenotype.

Methods of Functional Analysis

The constructs described in the methods provided herein
can be used to determine the function of the polypeptide
encoded by the gene that is targeted by the constructs.

Down-regulating the transcription and translation of the
targeted gene in the host cell or organisms, such as a plant,
may produce phenotypic changes as compared to a wild-type
cell or organism. In addition, in vitro assays can be used to
determine if any biological activity, such as calcium flux,
DNA transcription, nucleotide incorporation, etc. are being
modulated by the down-regulation of the targeted gene.

Coordinated regulation of sets of genes, e.g., those contrib-
uting to a desired polygenic trait, is sometimes necessary to
obtain a desired phenotype. SDFs provided in Table 2 or Table
2 of any of the priority patent applications and representing
transcription activation and DNA binding domains can be
assembled into hybrid transcriptional activators. These
hybrid transcriptional activators can be used with their corre-
sponding DNA elements (i.e., those bound by the DNA-
binding SDFs) to effect coordinated expression of desired
genes (Schwarz et al., Mol. Cell. Biol., 12:266 (1992) and
Martinez et al., Mol. Gen. Genet., 261:546 (1999)).

The SDFs of the invention can also be used in the two-
hybrid genetic systems to identify networks of protein-pro-
tein interactions (L. McAlister-Henn et al., Methods 19:330
(1999),J. C. Hu et al., Methods 20:80 (2000), M. Golovkin et
al., J. Biol. Chem. 274:36428 (1999), K. Ichimura et al.,
Biochem. Biophys. Res. Comm. 253:532 (1998)). The SDFs
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of'the invention can also be used in various expression display
methods to identify important protein-DNA interactions (e.g.
B. Luo et al., J. Mol. Biol. 266:479 (1997)).

Promoters

The SDFs provided in Table 2 or Table 2 of any of the
priority patent applications are also useful as structural or
regulatory sequences in a construct for modulating the
expression of the corresponding gene in a plant or other
organism (e.g., a symbiotic bacterium). For example, pro-
moter sequences associated with SDFs provided in Table 2 or
Table 2 of any of the priority patent applications can be useful
in directing expression of coding sequences either as consti-
tutive promoters or to direct expression in particular cell
types, tissues, or organs or in response to environmental
stimuli.

With respect to the SDFs provided in Table 2 or Table 2 of
any of the priority patent applications, a promoter is likely to
be a relatively small portion of a genomic DNA (gDNA)
sequence located in the first 2000 nucleotides upstream from
aninitial exon identified in a gDNA sequence or initial “ATG”
or methionine codon or translational start site in a corre-
sponding cDNA sequence. Such promoters are more likely to
be found in the first 1000 nucleotides upstream of an initial
ATG or methionine codon or translational start site of a cDNA
sequence corresponding to a gDNA sequence. In particular,
the promoter is usually located upstream of the transcription
start site. The fragments of a particular gDNA sequence that
function as elements of a promoter in a plant cell will prefer-
ably be found to hybridize to gDNA sequences of SDFs
provided in Table 2 or Table 2 of any of the priority patent
applications at medium or high stringency, relevant to the
length of the probe and its base composition.

Promoters are generally modular in nature. Promoters can
consist of a basal promoter that functions as a site for assem-
bly of a transcription complex comprising an RNA poly-
merase (e.g., RNA polymerase II). A typical transcription
complex will include additional factors suchas TF B, TF, D,
and TF;E. Of these, TF ;D appears to be the only one to bind
DNA directly. The promoter might also contain one or more
enhancers and/or suppressors that function as binding sites
for additional transcription factors that have the function of
modulating the level of transcription with respect to tissue
specificity and of transcriptional responses to particular envi-
ronmental or nutritional factors, and the like.

Short DNA sequences representing binding sites for pro-
teins can be separated from each other by intervening
sequences of varying length. For example, within a particular
functional module, protein binding sites may be constituted
by regions of 5 to 60, preferably 10 to 30, more preferably 10
to 20 nucleotides. Within such binding sites, there are typi-
cally 2 to 6 nucleotides that specifically contact amino acids
of the nucleic acid binding protein. The protein binding sites
are usually separated from each other by 10 to several hun-
dred nucleotides, typically by 15 to 150 nucleotides, often by
20to 50 nucleotides. DNA binding sites in promoter elements
often display dyad symmetry in their sequence. Often ele-
ments binding several different proteins, and/or a plurality of
sites that bind the same protein, will be combined in a region
of 50 to 1,000 basepairs.

Elements that have transcription regulatory function can be
isolated from their corresponding endogenous gene, or the
desired sequence can be synthesized, and recombined in con-
structs to direct expression of a coding region of a gene in a
desired tissue-specific, temporal-specific, or other desired
manner of inducibility or suppression. When hybridizations
are performed to identify or isolate elements of a promoter by
hybridization to the long sequences presented in Table 2
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provided herein or Table 2 of any of the priority patent appli-
cations, conditions are adjusted to account for the above-
described nature of promoters. For example short probes,
constituting the element sought, are preferably used under
low temperature and/or high salt conditions. When long
probes, which might include several promoter elements, are
used or when hybridizing to promoters across species, low to
medium stringency conditions are preferred.

If'a nucleotide sequence of an SDF such as those provided
in Table 2 of any of the priority patent applications, or part of
the SDF, functions as a promoter or fragment of a promoter,
then nucleotide substitutions, insertions, or deletions that do
not substantially affect the binding of relevant DNA binding
proteins would be considered equivalent to the exemplified
nucleotide sequence. It is envisioned that there are instances
where it is desirable to decrease the binding of relevant DNA
binding proteins to silence or down-regulate a promoter, or
conversely to increase the binding of relevant DNA binding
proteins to enhance or up-regulate a promoter. In such
instances, polynucleotides representing changes to the nucle-
otide sequence of the DNA-protein contact region by inser-
tion of additional nucleotides, by changes to identity of rel-
evant nucleotides, including use of chemically-modified
bases, or by deletion of one or more nucleotides are consid-
ered encompassed by the present invention. In addition, frag-
ments of the promoter sequences described in Table 2 of any
of'the priority patent applications and variants thereof can be
fused with other promoters or fragments to facilitate tran-
scription and/or transcription in specific type of cells or under
specific conditions.

Promoter function can be assayed by methods known in the
art, preferably by measuring activity of a reporter gene opera-
tively linked to the sequence being tested for promoter func-
tion. Examples of reporter genes include those encoding
luciferase, green fluorescent protein, GUS, neo, cat, and bar.
UTRs and Junctions

Polynucleotides  comprising  untranslated (UTR)
sequences and intron/exon junctions are also within the scope
of the invention. UTR sequences include introns and 5' or 3'
untranslated regions (5' UTRs or 3' UTRs). Fragments of the
sequences shown in Table 2 can comprise UTRs and intron/
exon junctions.

These fragments of SDFs, especially UTRs, can have regu-
latory functions related to, for example, translation rate and
mRNA stability. Thus, these fragments of SDFs can be iso-
lated for use as elements of gene constructs for regulated
production of polynucleotides encoding desired polypep-
tides.

Introns of genomic DNA segments might also have regu-
latory functions. Sometimes regulatory elements, especially
transcription enhancer or suppressor elements, are found
within introns. Also, elements related to stability of hetero-
nuclear RNA and efficiency of splicing and of transport to the
cytoplasm for translation can be found in intron elements.
Thus, these segments can also find use as elements of expres-
sion vectors intended for use to transform plants.

Just as with promoters, UTR sequences and intron/exon
junctions can vary from those shown in Table 2 provided
herein or Table 2 of any of the priority patent applications.
Such changes from those sequences preferably will not affect
the regulatory activity of the UTRs or intron/exon junction
sequences on expression, transcription, or translation unless
selected to do so. However, in some instances, down- or
up-regulation of such activity may be desired to modulate
traits or phenotypic or in vitro activity.
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Coding Sequences

Isolated polynucleotides of the invention can include cod-
ing sequences that encode polypeptides comprising an amino
acid sequence encoded by sequences described in Table 1 or
2 or an amino acid sequence presented in Table 1 or 2.

A nucleotide sequence encodes a polypeptide ifacell (ora
cell free in vitro system) expressing that nucleotide sequence
produces a polypeptide having the recited amino acid
sequence when the nucleotide sequence is transcribed and the
primary transcript is subsequently processed and translated
by a host cell (or a cell free in vitro system) harboring the
nucleic acid. Thus, an isolated nucleic acid that encodes a
particular amino acid sequence can be a genomic sequence
comprising exons and introns or a cDNA sequence that rep-
resents the product of splicing thereof. An isolated nucleic
acid encoding an amino acid sequence also encompasses
heteronuclear RNA, which contains sequences that are
spliced out during expression, and mRNA, which lacks those
sequences.

Coding sequences can be constructed using chemical syn-
thesis techniques or by isolating coding sequences or by
modifying such synthesized or isolated coding sequences as
described above.

In addition to coding sequences encoding the polypeptide
sequences of Table 1 or 2, which can be native to corn,
Arabidopsis, soybean, rice, wheat, and other plants, the iso-
lated polynucleotides can be polynucleotides that encode
variants, fragments, and fusions of those native proteins. Such
polypeptides are described below.

In variant polynucleotides generally, the number of substi-
tutions, deletions, or insertions is preferably less than 20%;
more preferably less than 15%; and even more preferably less
than 10%, 5%, 3%, or 1% of the number of nucleotides
comprising a particularly exemplified sequence. It is gener-
ally expected that non-degenerate nucleotide sequence
changes that resultin 1 to 10, more preferably 1 to 5, and most
preferably 1 to 3 amino acid insertions, deletions, or substi-
tutions will not greatly affect the function of an encoded
polypeptide. The most preferred embodiments are those
wherein 1 to 20, preferably 1 to 10, most preferably 1 to 5
nucleotides are added to, or deleted from and/or substituted in
the sequences disclosed in Table 1 or 2, or polynucleotides
that encode polypeptides disclosed in Table 1 or 2, or frag-
ments thereof.

Insertions or deletions in polynucleotides intended to be
used for encoding a polypeptide preferably preserve the read-
ing frame. This consideration is not so important in instances
when the polynucleotide is intended to be used as a hybrid-
ization probe.

Native Polypeptides and Proteins

Polypeptides within the scope of the invention include both
native proteins as well as variants, fragments, and fusions
thereof. Polypeptides of the invention are those encoded by
any of the six reading frames of sequences shown in Table 1
or 2, preferably encoded by the three frames reading in the 5'
to 3' direction of the sequences as shown.

Native polypeptides include the proteins encoded by the
sequences shown in Table 1 or 2. Such native polypeptides
include those encoded by allelic variants.

Polypeptide and protein variants will exhibit at least 75%
sequence identity to those native polypeptides of Table 1 or 2.
More preferably, the polypeptide variants will exhibit at least
85% sequence identity, at least 90% sequence identity, or at
least 95%, 96%, 97%, 98%, or 99% sequence identity. Frag-
ments of polypeptide or fragments of polypeptides will
exhibit similar percentages of sequence identity to the rel-
evant fragments of the native polypeptide. Fusions will
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exhibit a similar percentage of sequence identity in that frag-
ment of the fusion represented by the variant of the native
peptide.

Polypeptide and protein variants of the invention can
exhibit at least 75% sequence identity to those motifs or
consensus sequences provided herein. More preferably, the
polypeptide variants can exhibit at least 85% sequence iden-
tity; at least 90% sequence identity; or at least 95%, 96%,
97%, 98%, or 99% sequence identity. Fragments of polypep-
tides can exhibit similar percentages of sequence identity to
the relevant fragments of the native polypeptide. Fusions will
exhibit a similar percentage of sequence identity in that frag-
ment of the fusion represented by the variant of the native
peptide.

Furthermore, polypeptide variants will exhibit at least one
of the functional properties of the native protein. Such prop-
erties include, without limitation, protein interaction, DNA
interaction, biological activity, immunological activity,
receptor binding, signal transduction, transcription activity,
growth factor activity, secondary structure, three-dimen-
sional structure, etc. As to properties related to in vitro or in
vivo activities, the variants preferably exhibit at least 60% of
the activity of the native protein; more preferably at least
70%, even more preferably atleast 80%, 85%, 90% or 95% of
at least one activity of the native protein.

One type of variant of native polypeptides comprises
amino acid substitutions, deletions, and/or insertions. Con-
servative substitutions are preferred to maintain the function
or activity of the polypeptide.

Within the scope of percentage of sequence identity
described above, a polypeptide of the invention may have
additional individual amino acids or amino acid sequences
inserted into the polypeptide in the middle thereof and/or at
the N-terminal and/or C-terminal ends thereof. Likewise,
some of the amino acids or amino acid sequences may be
deleted from the polypeptide.

Antibodies

Isolated polypeptides can be utilized to produce antibod-
ies. Polypeptides of the invention can generally be used, for
example, as antigens for raising antibodies by known tech-
niques. The resulting antibodies are useful as reagents for
determining the distribution of the antigen protein within the
tissues of a plant or within a cell of a plant. The antibodies are
also useful for examining the production level of proteins in
various tissues, for example in a wild-type plant or following
genetic manipulation of a plant, by methods such as Western
blotting.

Antibodies of the present invention, both polyclonal and
monoclonal, may be prepared by conventional methods. In
general, the polypeptides of the invention are first used to
immunize a suitable animal, such as a mouse, rat, rabbit, or
goat. Rabbits and goats are preferred for the preparation of
polyclonal sera due to the volume of serum obtainable, and
the availability of labeled anti-rabbit and anti-goat antibodies
as detection reagents. Immunization is generally performed
by mixing or emulsifying the protein in saline, preferably in
an adjuvant such as Freund’s complete adjuvant, and inject-
ing the mixture or emulsion parenterally (generally subcuta-
neously or intramuscularly). A dose of 50-200 pg/injection is
typically sufficient. Immunization is generally boosted 2-6
weeks later with one or more injections of the protein in
saline, preferably using Freund’s incomplete adjuvant. One
may alternatively generate antibodies by in vitro immuniza-
tion using methods known in the art, which for the purposes of
this invention is considered equivalent to in vivo immuniza-
tion.
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Polyclonal antisera is obtained by bleeding the immunized
animal into a glass or plastic container, incubating the blood
at 25° C. for one hour, followed by incubating the blood at 4°
C. for 2-18 hours. The serum is recovered by centrifugation
(e.g., 1,000xg for 10 minutes). About 20-50 mL per bleed
may be obtained from rabbits.

Monoclonal antibodies are prepared using the method of
Kohler and Milstein (Nature, 256: 495 (1975)), or modifica-
tion thereof. Typically, a mouse or rat is immunized as
described above. However, rather than bleeding the animal to
extract serum, the spleen (and optionally several large lymph
nodes) is removed and dissociated into single cells. If desired,
the spleen cells can be screened (after removal of nonspecifi-
cally adherent cells) by applying a cell suspension to a plate,
or well, coated with the protein antigen. B-cells producing
membrane-bound immunoglobulin specific for the antigen
bind to the plate, and are not rinsed away with the rest of the
suspension. Resulting B-cells, or all dissociated spleen cells,
are then induced to fuse with myeloma cells to form hybri-
domas, and are cultured in a selective medium (e.g., hypox-
anthine, aminopterin, thymidine medium, “HAT”). The
resulting hybridomas are plated by limiting dilution, and are
assayed for the production of antibodies which bind specifi-
cally to the immunizing antigen (and which do not bind to
unrelated antigens). The selected monoclonal antibody-se-
creting hybridomas are then cultured either in vitro (e.g., in
tissue culture bottles or hollow fiber reactors), or in vivo (as
ascites in mice).

Other methods for sustaining antibody-producing B-cell
clones, such as by EBV transformation, are known.

If desired, the antibodies (whether polyclonal or mono-
clonal) may be labeled using conventional techniques. Suit-
able labels include fluorophores, chromophores, radioactive
atoms (particularly **P and '*°I), electron-dense reagents,
enzymes, and ligands having specific binding partners.
Enzymes are typically detected by their activity. For example,
horseradish peroxidase is usually detected by its ability to
convert 3,3',5,5'-tetramethylbenzidine (TNB) to a blue pig-
ment, quantifiable with a spectrophotometer.

Variants

A type of variant of the native polypeptides comprises
amino acid substitutions. Conservative substitutions,
described above, are preferred to maintain the function or
activity of the polypeptide. Such substitutions include con-
servation of charge, polarity, hydrophobicity, size, etc. For
example, one or more amino acid residues within the
sequence can be substituted with another amino acid of simi-
lar polarity that acts as a functional equivalent, for example
providing a hydrogen bond in an enzymatic catalysis. Substi-
tutes for an amino acid within an exemplified sequence are
preferably made among the members ofthe class to which the
amino acid belongs. For example, the nonpolar (hydropho-
bic) amino acids include alanine, leucine, isoleucine, valine,
proline, phenylalanine, tryptophan, and methionine. The
polar neutral amino acids include glycine, serine, threonine,
cysteine, tyrosine, asparagine, and glutamine. The positively
charged (basic) amino acids include arginine, lysine, and
histidine. The negatively charged (acidic) amino acids
include aspartic acid and glutamic acid.

Within the scope of percentage of sequence identity
described above, a polypeptide of the invention may have
additional individual amino acids or amino acid sequences
inserted into the polypeptide in the middle thereof and/or at
the N-terminal and/or C-terminal ends thereof. Likewise,
some of the amino acids or amino acid sequences may be



US 9,085,771 B2

23

deleted from the polypeptide. Amino acid substitutions may
also be made in the sequences; conservative substitutions
being preferred.

One preferred class of variants are those that comprise (1)
the domain of an encoded polypeptide and/or (2) residues
conserved between the encoded polypeptide and related
polypeptides. For this class of variants, the encoded polypep-
tide sequence is changed by insertion, deletion, or substitu-
tion at positions flanking the domain and/or conserved resi-
dues.

Another class of variants includes those that comprise an
encoded polypeptide sequence that is changed in the domain
or conserved residues by a conservative substitution.

Yet another class of variants includes those that lack one of
the in vitro activities, or structural features of the encoded
polypeptides. One example is polypeptides or proteins pro-
duced from genes comprising dominant negative mutations.
Such a variant may comprise an encoded polypeptide
sequence with non-conservative changes in a particular
domain or group of conserved residues.

Fragments

Fragments of particular interest are those that comprise a
domain identified for a polypeptide encoded by an MLS of the
instant invention and variants thereof. Also, fragments that
comprise at least one region of residues conserved between an
MLS encoded polypeptide and its related polypeptides are of
interest. Fragments are sometimes useful as polypeptides cor-
responding to genes comprising dominant negative muta-
tions.

Fusions

Of interest are chimeras comprising (1) a fragment of the
MLS encoded polypeptide or variants thereof of interest and
(2) a fragment of a polypeptide comprising the same domain.
For example, an AP2 helix encoded by a MLS provided in
Table 2 of any of the priority patent applications can be fused
to a second AP2 helix from ANT protein, which comprises
two AP2 helices. The present invention also encompasses
fusions of MLS encoded polypeptides, variants, or fragments
thereof fused with related proteins or fragments thereof.

DEFINITION OF DOMAINS

The polypeptides of the invention can possess identifying
domains as indicated in Table 1. Domains are fingerprints or
signatures that can be used to characterize protein families
and/or motifs. Such fingerprints or signatures can comprise
conserved (1) primary sequence, (2) secondary structure,
and/or (3) three-dimensional conformation. Generally, each
domain has been associated with either a family of proteins or
a motif. Typically, these families and motifs have been cor-
related with specific in vitro and/or in vivo activities. Usually,
the polypeptides with designated domain(s) can exhibit at
least one activity that is exhibited by any polypeptide that
comprises the same domain(s).

Specific domains within the MLS-encoded polypeptides
can be indicated in Table 1. In addition, the domains with the
MLS-encoded-polypeptide can be defined by the region that
exhibits at least 70% sequence identity with a consensus
sequence. Protein domain descriptions can be obtained from
Prosite (Internet site: “expasy” dot “ch” slash “prosite” slash)
(contains 1030 documentation entries that describe 1366 dif-
ferent patterns, rules and profiles/matrices), and Pfam (Inter-
net site: “pfam” dot “wustl” dot “edu” slash “browse” dot
“shtml”).

The particular sequences of identified SDFs can be pro-
vided in Table 2. One of ordinary skill in the art, having this
data, can obtain cloned DNA fragments, synthetic DNA frag-
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ments or polypeptides constituting desired sequences by
recombinant methodology known in the art.
Methods of Modulating Polypeptide Production

Itis contemplated that polynucleotides provided herein can
be incorporated into a host cell or in vitro system to modulate
polypeptide production. For instance, the SDFs prepared as
described herein can be used to prepare expression cassettes
useful in a number of techniques for suppressing or enhanc-
ing expression.

An example are polynucleotides comprising sequences to
betranscribed, such as coding sequences of the present inven-
tion, can be inserted into nucleic acid constructs to modulate
polypeptide production. Typically, such sequences to be tran-
scribed are heterologous to at least one element of the nucleic
acid construct to generate a chimeric gene or construct.

Another example of useful polynucleotides are nucleic
acid molecules comprising regulatory sequences provided in
Table 2 of any of the priority patent applications. Chimeric
genes or constructs can be generated when the regulatory
sequences are linked to heterologous sequences in a vector
construct. Within the scope of invention are such chimeric
gene and/or constructs.

Also within the scope of the invention are nucleic acid
molecules, whereof at least a part or fragment of these DNA
molecules are presented in Table 1 or 2 or polynucleotide
encoding polypeptides presented in Table 1 or 2, and wherein
the coding sequence is under the control of its own promoter
and/or its own regulatory elements. Such molecules are use-
ful for transforming the genome of a host cell or an organism
regenerated from said host cell for modulating polypeptide
production.

Additionally, a vector capable of producing the oligonucle-
otide can be inserted into the host cell to deliver the oligo-
nucleotide.

More detailed description of components to be included in
vector constructs are described both above and below.

Whether the chimeric vectors or native nucleic acids are
utilized, such polynucleotides can be incorporated into a host
cell to modulate polypeptide production. Native genes and/or
nucleic acid molecules can be effective when exogenous to
the host cell.

Methods of modulating polypeptide expression includes,
without limitation, suppression methods (such as antisense
methods, ribozyme methods, co-suppression methods, meth-
ods involving inserting sequences into the gene to be modu-
lated, and methods involving regulatory sequence modula-
tion) as well as methods for enhancing production (such as
methods involving inserting exogenous sequences and meth-
ods involving regulatory sequence modulation).
Suppression

Expression cassettes provided herein can be used to sup-
press expression of endogenous genes which comprise the
SDF sequence. Inhibiting expression can be useful, for
instance, to tailor the ripening characteristics of a fruit (Oeller
etal., Science, 254:437 (1991)) or to influence seed size (WO
98/07842) or to provoke cell ablation (Mariani et al., Nature,
357:384-387 (1992)).

As described above, a number of methods can be used to
inhibit gene expression in plants, such as antisense, ribozyme,
introduction of exogenous genes into a host cell, insertion of
a polynucleotide sequence into the coding sequence and/or
the promoter of the endogenous gene of interest, and the like.
Antisense

An expression cassette as described above can be trans-
formed into host cell or plant to produce an antisense strand of
RNA. For plant cells, antisense RNA inhibits gene expression
by preventing the accumulation of mRNA which encodes the
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enzyme of interest, see, e.g., Sheehy et al., Proc. Nat. Acad.
Sci. USA, 85:8805 (1988), and Hiatt et al., U.S. Pat. No.
4,801,540.
Co-Suppression

Another method of suppression is by introducing an exog-
enous copy of the gene to be suppressed. Introduction of
expression cassettes in which a nucleic acid is configured in
the sense orientation with respect to the promoter has been
shown to prevent the accumulation of mRNA. A detailed
description of this method is described above.

Insertion of Sequences into the Gene to be Modulated

Yet another means of suppressing gene expression is to
insert a polynucleotide into the gene of interest to disrupt
transcription or translation of the gene.

Homologous recombination could be used to target a poly-
nucleotide insert to a gene using the Cre-Lox system (Ver-
gunst et al., Nucleic Acids Res., 26:2729 (1998); Vergunst et
al., Plant Mol. Biol., 38:393 (1998) and Albert et al., Plant J.,
7:649 (1995)).

In addition, random insertion of polynucleotides into a host
cell genome can also be used to disrupt the gene of interest
(Azpiroz-Leehan et al., Trends in Genetics, 13:152 (1997)).
In this method, screening for clones from a library containing
random insertions is preferred for identifying those that have
polynucleotides inserted into the gene of interest. Such
screening can be performed using probes and/or primers
described above based on sequences from Table 1 or 2 pro-
vided herein or Table 1 or 2 of any of the priority patent
applications, polynucleotides encoding polypeptides set forth
in Table 1 or 2 provided herein or Table 1 or 2 of any of the
priority patent applications, fragments thereof, and substan-
tially similar sequence thereto. The screening can also be
performed by selecting clones or any transgenic plants having
a desired phenotype.

Genes Comprising Dominant-Negative Mutations

When suppression of production of the endogenous, native
protein is desired it is often helpful to express a gene com-
prising a dominant negative mutation. Production of protein
variants produced from genes comprising dominant negative
mutations is a useful tool for research. Genes comprising
dominant negative mutations can produce a variant polypep-
tide which is capable of competing with the native polypep-
tide, but which does not produce the native result. Conse-
quently, over expression of genes comprising these mutations
can titrate out an undesired activity of the native protein. For
example, the product from a gene comprising a dominant
negative mutation of a receptor can be used to constitutively
activate or suppress a signal transduction cascade, allowing
examination of the phenotype and thus the trait(s) controlled
by that receptor and pathway. Alternatively, the protein aris-
ing from the gene comprising a dominant-negative mutation
can be an inactive enzyme still capable of binding to the same
substrate as the native protein and therefore competes with
such native protein.

Products from genes comprising dominant-negative muta-
tions can also act upon the native protein itself to prevent
activity. For example, the native protein may be active only as
a homo-multimer or as one subunit of a hetero-multimer.
Incorporation of an inactive subunit into the multimer with
native subunit(s) can inhibit activity.

Thus, gene function can be modulated in host cells of
interest by insertion into these cells vector constructs com-
prising a gene comprising a dominant-negative mutation.
Enhanced Expression

Enhanced expression of a gene of interest in a host cell can
be accomplished by either (1) insertion of an exogenous gene
or (2) promoter modulation.
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Insertion of an Exogenous Gene

Insertion of an expression construct encoding an exog-
enous gene can boost the number of gene copies expressed in
a host cell.

Such expression constructs can comprise genes that either
encode the native protein that is of interest or that encode a
variant that exhibits enhanced activity as compared to the
native protein. Such genes encoding proteins of interest can
be constructed from the sequences from Table 1 or 2 provided
hereinor Table 1 or 2 of any of the priority patent applications,
polynucleotides encoding polypeptides set forth in Table 1 or
2 provided herein or Table 1 or 2 of any of the priority patent
applications, fragments thereof, and substantially similar
sequence thereto.

Such an exogenous gene can include either a constitutive
promoter permitting expression in any cell in a host organism
or a promoter that directs transcription only in particular cells
or times during a host cell life cycle or in response to envi-
ronmental stimuli.

Gene Constructs and Vector Construction

To use isolated SDFs of the present invention or a combi-
nation of them or parts and/or mutants and/or fusions of said
SDFs in the above techniques, recombinant DNA vectors
which comprise said SDFs and are suitable for transformation
of cells, such as plant cells, are usually prepared. The SDF
construct can be made using standard recombinant DNA
techniques (Sambrook et al., Molecular Cloning, a Labora-
tory Manual, 2nd ed., c. 1989 by Cold Spring Harbor Labo-
ratory Press, Cold Spring Harbor, N.Y.) and can be introduced
to the species of interest by Agrobacterium-mediated trans-
formation or by other means of transformation (e.g., particle
gun bombardment) as referenced below.

The vector backbone can be any of those typical in the art
such as plasmids, viruses, artificial chromosomes, BACs,
YACs, PACs, and vectors of the sort described by

(a) BAC: Shizuya et al.,, Proc. Natl. Acad. Sci. USA,
89:8794-8797 (1992); and Hamilton et al., Proc. Natl. Acad.
Sci. US4, 93:9975-9979 (1996);

(b) YAC: Burke et al., Science, 236:806-812 (1987);

(c) PAC: Sternberg et al., Proc. Natl. Acad. Sci. USA,
January; 87(1):103-7 (1990);

(d) Bacteria-Yeast Shuttle Vectors: Bradshaw et al., Nucl.
Acids. Res., 23:4850-4856 (1995);

(e) Lambda Phage Vectors: Replacement Vector, e.g.,
Frischaufetal., J Mol. Biol., 170:827-842 (1983) or Insertion
vector, e.g., Huynh et al., In: Glover N M (ed) DNA Cloning:
A practical Approach, Vol. 1 Oxford: IRL Press (1985);

() T-DNA gene fusion vectors: Walden et al., Mol. Cell.
Biol., 1:175-194 (1990); and

(g) Plasmid vectors: Sambrook et al., Molecular Cloning, a
Laboratory Manual, 2nd ed., c. 1989 by Cold Spring Harbor
Laboratory Press, Cold Spring Harbor, N.Y.

Typically, a vector will comprise the exogenous gene,
which in turn comprises an SDF of the present invention to be
introduced into the genome of a host cell, and which gene
may be an antisense construct, a ribozyme construct, chime-
raplast, or a coding sequence with any desired transcriptional
and/or translational regulatory sequences, such as promoters,
UTRs, and 3' end termination sequences. Vectors of the inven-
tion can also include origins of replication, scaffold attach-
ment regions (SARs), markers, homologous sequences,
introns, etc.

A DNA sequence coding for the desired polypeptide, for
example a cDNA sequence encoding a full length protein,
will preferably be combined with transcriptional and transla-
tional initiation regulatory sequences which will direct the
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transcription of the sequence from the gene in the intended
tissues of the transformed plant.

For example, for over-expression, a plant promoter frag-
ment may be employed that will direct transcription of the
gene in all tissues of a regenerated plant. Alternatively, the
plant promoter may direct transcription of an SDF of the
invention in a specific tissue (tissue-specific promoters) or
may be otherwise under more precise environmental control
(inducible promoters).

If proper polypeptide production is desired, a polyadeny-
lation region at the 3'-end of the coding region is typically
included. The polyadenylation region can be derived from the
natural gene, from a variety of other plant genes, or from
T-DNA.

The vector comprising the sequences from genes or SDF or
the invention may comprise a marker gene that confers a
selectable phenotype on plant cells. The vector can include
promoter and coding sequence, for instance. For example, the
marker may encode biocide resistance, particularly antibiotic
resistance, such as resistance to kanamycin, G418, bleomy-
cin, hygromyecin, or herbicide resistance, such as resistance to
chlorosulfuron or phosphinotricin.

Coding Sequences

Generally, the sequence in the transformation vector and to
be introduced into the genome of the host cell does not need
to be absolutely identical to an SDF of the present invention.
Also, it is not necessary for it to be full length, relative to
either the primary transcription product or fully processed
mRNA. Furthermore, the introduced sequence need not have
the same intron or exon pattern as a native gene. Also, heter-
ologous non-coding segments can be incorporated into the
coding sequence without changing the desired amino acid
sequence of the polypeptide to be produced.

Promoters

As explained above, introducing an exogenous SDF from
the same species or an orthologous SDF from another species
are useful to modulate the expression of a native gene corre-
sponding to that SDF of interest. Such an SDF construct can
be under the control of either a constitutive promoter or a
highly regulated inducible promoter (e.g., a copper inducible
promoter). The promoter of interest can initially be either
endogenous or heterologous to the species in question. When
re-introduced into the genome of said species, such promoter
becomes exogenous to said species. Over-expression of an
SDF transgene can lead to co-suppression of the homologous
endogenous sequence thereby creating some alterations in the
phenotypes of the transformed species as demonstrated by
similar analysis of the chalcone synthase gene (Napoli et al.,
Plant Cell, 2:279 (1990) and van der Krol et al., Plant Cell,
2:291 (1990)). If an SDF is found to encode a protein with
desirable characteristics, its over-production can be con-
trolled so that its accumulation can be manipulated in an
organ- or tissue-specific manner utilizing a promoter having
such specificity.

Likewise, if the promoter of an SDF (or an SDF that
includes a promoter) is found to be tissue-specific or devel-
opmentally regulated, such a promoter can be utilized to drive
or facilitate the transcription of a specific gene of interest
(e.g., seed storage protein or root-specific protein). Thus, the
level of accumulation of a particular protein can be manipu-
lated or its spatial localization in an organ- or tissue-specific
manner can be altered.

Signal Peptides

SDFs containing signal peptides are indicated in Table 1 or
2 of any of the priority patent applications. In some cases, it
may be desirable for the protein encoded by an introduced
exogenous or orthologous SDF to be targeted (1) to a particu-
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lar organelle intracellular compartment, (2) to interact with a
particular molecule such as a membrane molecule, or (3) for
secretion outside of the cell harboring the introduced SDF.
This will be accomplished using a signal peptide.

Signal peptides direct protein targeting, are involved in
ligand-receptor interactions, and act in cell to cell communi-
cation. Many proteins, especially soluble proteins, contain a
signal peptide that targets the protein to one of several differ-
ent intracellular compartments. In plants, these compart-
ments include, but are not limited to, the endoplasmic reticu-
lum (ER), mitochondria, plastids (such as chloroplasts), the
vacuole, the Golgi apparatus, protein storage vesicles (PSV)
and, in general, membranes. Some signal peptide sequences
are conserved, such as the Asn-Pro-Ile-Arg amino acid motif
found in the N-terminal propeptide signal that targets proteins
to the vacuole (Marty, The Plant Cell, 11:587-599 (1999)).
Other signal peptides do not have a consensus sequence per
se, but are largely composed of hydrophobic amino acids,
such as those signal peptides targeting proteins to the ER
(Vitale and Denecke, The Plant Cell, 11:615-628 (1999)).
Still others do not appear to contain either a consensus
sequence or an identified common secondary sequence, for
instance the chloroplast stromal targeting signal peptides
(Keegstra and Cline, The Plant Cell, 11:557-570 (1999)).
Furthermore, some targeting peptides are bipartite, directing
proteins first to an organelle and then to a membrane within
the organelle (e.g., within the thylakoid lumen of the chloro-
plast; see Keegstra and Cline, The Plant Cell, 11:557-570
(1999)). In addition to the diversity in sequence and second-
ary structure, placement of the signal peptide is also varied.
Proteins destined for the vacuole, for example, have targeting
signal peptides found at the N-terminus, at the C-terminus,
and at a surface location in mature, folded proteins. Signal
peptides also serve as ligands for some receptors.

These characteristics of signal proteins can be used to more
tightly control the phenotypic expression of introduced SDFs.
In particular, associating the appropriate signal sequence with
a specific SDF can allow sequestering of the protein in spe-
cific organelles (plastids, as an example), secretion outside of
the cell, targeting interaction with particular receptors, etc.
Hence, the inclusion of signal proteins in constructs involving
SDFs increases the range of manipulation of SDF phenotypic
expression. The nucleotide sequence of the signal peptide can
be isolated from characterized genes using common molecu-
lar biological techniques or can be synthesized in vitro.

In addition, the native signal peptide sequences, both
amino acid and nucleotide, described in Table 1 or 2 provided
herein or Table 1 or 2 of any priority patent application can be
used to modulate polypeptide transport. Further variants of
the native signal peptides described in Table 1 or 2 provided
herein or Table 1 or 2 of any priority patent application are
contemplated. Insertions, deletions, or substitutions can be
made. Such variants will retain at least one of the functions of
the native signal peptide as well as exhibiting some degree of
sequence identity to the native sequence.

Also, fragments of the signal peptides of the invention are
useful and can be fused with other signal peptides of interest
to modulate transport of a polypeptide.

Transformation Techniques

A wide range of techniques for inserting exogenous poly-
nucleotides are known for a number of host cells, including,
without limitation, bacterial, yeast, mammalian, insect and
plant cells.

Techniques for transforming a wide variety of higher plant
species are well known and described in the technical and
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scientific literature. See, e.g. Weising et al., Ann. Rev. Genet.,
22:421 (1988), and Christou, Euphytica, v. 85, n. 1-3:13-27,
(1995).

DNA constructs of the invention may be introduced into
the genome of the desired plant host by a variety of conven-
tional techniques. For example, the DNA construct may be
introduced directly into the genomic DNA of the plant cell
using techniques such as electroporation and microinjection
of plant cell protoplasts, or the DNA constructs can be intro-
duced directly to plant tissue using ballistic methods, such as
DNA particle bombardment. Alternatively, the DNA con-
structs may be combined with suitable T-DNA flanking
regions and introduced into a conventional Agrobacterium
tumefaciens host vector. The virulence functions of the Agro-
bacterium tumefaciens host will direct the insertion of the
construct and adjacent marker into the plant cell DNA when
the cell is infected by the bacteria (McCormac et al., Mol.
Biotechnol., 8:199 (1997); Hamilton, Gene, 200:107 (1997);
Salomon et al., EMBO J., 3:141 (1984); Herrera-Estrella et
al.,, EMBO J. 2:987 (1983).

Microinjection techniques are known in the art and well
described in the scientific and patent literature. The introduc-
tion of DNA constructs using polyethylene glycol precipita-
tion is described by Paszkowski et al. (EMBO J., 3:2717
(1984)). Electroporation techniques are described by Fromm
etal. (Proc. Natl. Acad. Sci. US4, 82:5824 (1985)). Ballistic
transformation techniques are described by Klein et al. (Na-
ture, 327:773 (1987)). Agrobacterium tumefaciens-mediated
transformation techniques, including disarming and use of
binary or co-integrate vectors, are well described in the sci-
entific literature. See, for example, Hamilton, Gene, 200:107
(1997); Muller et al., Mol. Gen. Genet., 207:171 (1987);
Komari et al., Plant J., 10:165 (1996); Venkateswarlu et al.,
Biotechnology, 9:1103 (1991); Gleave, Plant Mol. Biol.,
20:1203 (1992); Graves and Goldman, Plant Mot. Biol., 7:34
(1986); and Gould et al., Plant Physiology, 95:426 (1991).

Transformed plant cells which are derived by any of the
above transformation techniques can be cultured to regener-
ate awhole plant that possesses the transformed genotype and
thus the desired phenotype such as seedlessness. Such regen-
eration techniques rely on manipulation of certain phytohor-
mones in a tissue culture growth medium, typically relying on
abiocide and/or herbicide marker, which has been introduced
together with the desired nucleotide sequences. Plant regen-
eration from cultured protoplasts is described elsewhere
(Evans etal., Protoplasts Isolation and Culture in “Handbook
of Plant Cell Culture,” pp. 124-176, MacMillan Publishing
Company, New York, 1983; and Binding, Regeneration of
Plants, Plant Protoplasts, pp. 21-73, CRC Press, Boca Raton,
1988). Regeneration can also be obtained from plant callus,
explants, organs, or parts thereof. Such regeneration tech-
niques are described generally by Klee et al. (4nn. Rev. of
Plant Phys., 38:467 (1987)). Regeneration of monocots (rice)
is described by Hosoyama et al. (Biosci. Biotechnol. Bio-
chem., 58:1500 (1994)) and by Ghosh et al. (J. Biotechnol.,
32:1(1994)). The nucleic acids ofthe invention can be used to
confer desired traits on essentially any plant.

Thus, the invention has use over a broad range of plants,
including species from the genera Anracardium, Arachis,
Asparagus, Atropa, Avena, Brassica, Citrus, Citrullus, Cap-
sicum, Carthamus, Cocos, Coffea, Cucumis, Cucurbita, Dau-
cus, Elaeis, Fragaria, Glycine, Gossypium, Helianthus, Het-
erocallis, Hordeum, Hyoscyamus, Lactuca, Linum, Lolium,
Lupinus, Lycopersicon, Malus, Manihot, Majorana, Medi-
cago, Nicotiana, Olea, Oryza, Panieum, Pannesetum, Persea,
Phaseolus, Pistachia, Pisum, Pyrus, Prunus, Raphanus, Rici-
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nus, Secale, Senecio, Sinapis, Solanum, Sorghum, Theobro-
mus, Trigonella, Triticum, Vicia, Vitis, Vigna, and Zea.

One of skill will recognize that after the expression cassette
is stably incorporated in transgenic plants and confirmed to be
operable, it can be introduced into other plants by sexual
crossing. Any of a number of standard breeding techniques
can be used, depending upon the species to be crossed.

DEFINITIONS

“Heterologous sequences™ are those that are not opera-
tively linked or are not contiguous to each other in nature. For
example, a promoter from corn is considered heterologous to
an Arabidopsis coding region sequence. Also, a promoter
from a gene encoding a growth factor from corn is considered
heterologous to a sequence encoding the corn receptor for the
growth factor. Regulatory element sequences, such as UTRs
or 3' end termination sequences that do not originate in nature
from the same gene as the coding sequence originates from,
are considered heterologous to said coding sequence. Ele-
ments operatively linked in nature and contiguous to each
other are not heterologous to each other. On the other hand,
these same elements remain operatively linked but become
heterologous if other filler sequence is placed between them.
Thus, the promoter and coding sequences of a corn gene
expressing an amino acid transporter are not heterologous to
each other, but the promoter and coding sequence of a corn
gene operatively linked in a novel manner are heterologous.

“Percentage of sequence identity” as used herein is deter-
mined by comparing two optimally aligned sequences over a
comparison window, where the fragment of the polynucle-
otide or amino acid sequence in the comparison window may
comprise additions or deletions (e.g., gaps or overhangs) as
compared to the reference sequence (which does not com-
prise additions or deletions) for optimal alignment of the two
sequences. The percentage is calculated by determining the
number of positions at which the identical nucleic acid base or
amino acid residue occurs in both sequences to yield the
number of matched positions, dividing the number of
matched positions by the total number of positions in the
window of comparison and multiplying the result by 100 to
yield the percentage of sequence identity. Optimal alignment
of sequences for comparison may be conducted by the local
homology algorithm of Smith and Waterman, (4dd. APL.
Math., 2:482 (1981)), by the homology alignment algorithm
of Needleman and Wunsch (J. Mol. Biol., 48:443 1970), by
the search for similarity method of Pearson and Lipman
(Proc. Natl. Acad. Sci. USA, 85: 2444 (1988), by computer-
ized implementations of these algorithms (GAP, BESTFIT,
BLAST, PASTA, and TFASTA in the Wisconsin Genetics
Software Package, Genetics Computer Group (GCG), 575
Science Dr., Madison, Wis.), or by inspection. Given that two
sequences have been identified for comparison, GAP and
BESTFIT are preferably employed to determine their optimal
alignment. Typically, the default values of 5.00 for gap weight
and 0.30 for gap weight length are used. The term “substantial
sequence identity” between polynucleotide or polypeptide
sequences refers to polynucleotide or polypeptide comprising
a sequence that has at least 80% sequence identity, preferably
at least 85%, more preferably at least 90% and most prefer-
ably at least 95%, even more preferably, at least 96%, 97%,
98% or 99% sequence identity compared to a reference
sequence using the programs.

“Stringency” as used herein is a function of probe length,
probe composition (G+C content), and salt concentration,
organic solvent concentration, and temperature of hybridiza-
tion or wash conditions. Stringency is typically compared by
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the parameter T,,, which is the temperature at which 50% of
the complementary molecules in the hybridization are
hybridized, in terms of a temperature differential from T,,.
High stringency conditions are those providing a condition of
T,=-5° C. to T,,-10° C. Medium or moderate stringency
conditions are those providing T,,-20° C. to T,,—-29° C. Low
stringency conditions are those providing a condition of
T,,—40° C. to T,,—48° C. The relationship of hybridization
conditions to T,, (in © C.) is expressed in the mathematical
equation:

T,,=81.5-16.6(log; o[Na™])+0.41(%G+C)—(600/N) o)

where N is the length of the probe. This equation works well
for probes 14 to 70 nucleotides in length that are identical to
the target sequence. The equation below for T,, of DNA-DNA
hybrids is useful for probes in the range of 50 to greater than
500 nucleotides, and for conditions that include an organic
solvent (formamide).

T,=81.5+16.6 log {[Na*]/(1+0.7[Na*])}+0.41(%

G+C)-500/L 0.63(% formamide) 2)

where L is the length of the probe in the hybrid. (P. Tijessen,
“Hybridization with Nucleic Acid Probes” in Laboratory
Techniques in Biochemistry and Molecular Biology, P. C.
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vand der Vliet, ed., c. 1993 by Elsevier, Amsterdam). The T,,
of equation (2) is affected by the nature of the hybrid; for
DNA-RNA hybrids T,, is 10-15° C. higher than calculated,
for RNA-RNA hybrids T,, is 20-25° C. higher. Because the
T,, decreases about 1° C. for each 1% decrease in homology
when a long probe is used (Bonner et al., J. Mol. Biol., 81:123
(1973)), stringency conditions can be adjusted to favor detec-
tion of identical genes or related family members.

Equation (2) is derived assuming equilibrium and there-
fore, hybridizations according to the present invention are
most preferably performed under conditions of probe excess
and for sufficient time to achieve equilibrium. The time
required to reach equilibrium can be shortened by inclusion
of a hybridization accelerator such as dextran sulfate or
another high volume polymer in the hybridization buffer.

Stringency can be controlled during the hybridization reac-
tion or after hybridization has occurred by altering the salt and
temperature conditions of the wash solutions used. The for-
mulas shown above are equally valid when used to compute
the stringency of a wash solution. Preferred wash solution
stringencies lie within the ranges stated above; high strin-
gency is 5-8° C. below T ,,, medium or moderate stringency is
26-29° C. below T,,, and low stringency is 45-48° C. below
T

me

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 2
<210>
<211>
<212>
<213>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>

SEQ ID NO 1

LENGTH: 425

TYPE: DNA

ORGANISM: Glycine max
FEATURE:

NAME/KEY: misc_feature
LOCATION: (1)..(425)
OTHER INFORMATION: Ceres Sed.
FEATURE:

NAME/KEY: misc_feature
LOCATION: ()..()

OTHER INFORMATION: n is a,

ID no. 4346811

c, t, g, unknown,

<400> SEQUENCE: 1

atcatcgaga actagttcaa tatcctagta taccttaata

tgagagcacyg gttceccatta ctgttgetgg gacttgtttt

catttggcat tgcttactgg gaaaaagaga accccaaaca

gcaatagcga gagagactcg tacaggaacc aagcatgeca

aggtggagaa agaagaatgt gwagaaggtg arattccacg

acccggagag ggaacctcag caacceggtyg agaaggagga

gtccaatcce attcccacge ccacaacctce gtcaagaaga

aaagg

<210>
<211>
<212>
<213>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>

SEQ ID NO 2

LENGTH: 123

TYPE: PRT

ORGANISM: Glycine max
FEATURE:

NAME/KEY: peptide

LOCATION: (1)..(123)

OTHER INFORMATION: Ceres Sed.
FEATURE:

NAME/KEY: misc_feature
LOCATION: 57, 69, 72

OTHER INFORMATION: xaa 1s any aa,

ID no. 4346812

or other

aataatttaa
cctggettca
caacaagtgt
cgctckttgce
accacgacca
agacgaagat

agagcacgag

gatactatga 60

gtttectgtet 120
ctccagagtt 180
aacctcctta 240
cgaccacaac 300
gagcaaccac 360
cagagagagg 420

425

unknown or other
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-continued

<400> SEQUENCE: 2

Met Met Arg Ala Arg Phe Pro Leu Leu Leu Leu Gly Leu Val Phe Leu
1 5 10 15

Ala Ser Val Ser Val Ser Phe Gly Ile Ala Tyr Trp Glu Lys Glu Asn
20 25 30

Pro Lys His Asn Lys Cys Leu Gln Ser Cys Asn Ser Glu Arg Asp Ser
35 40 45

Tyr Arg Asn Gln Ala Cys His Ala Xaa Cys Asn Leu Leu Lys Val Glu
Lys Glu Glu Cys Xaa Glu Gly Xaa Ile Pro Arg Pro Arg Pro Arg Pro
65 70 75 80

Gln His Pro Glu Arg Glu Pro Gln Gln Pro Gly Glu Lys Glu Glu Asp
85 90 95

Glu Asp Glu Gln Pro Arg Pro Ile Pro Phe Pro Arg Pro Gln Pro Arg
100 105 110

Gln Glu Glu Glu His Glu Gln Arg Glu Glu Arg
115 120

What is claimed is: 2

sequence has a 5' UTR activity of a beta-conglycinin tran-
1. A nucleic acid comprising a first nucleic acid sequence script, and wherein said first nucleic acid sequence comprises

and a second nucleic acid sequence heterologous to and 3' of nucleotides 1-56 of SEQ ID NO:1.
said first nucleic acid sequence, wherein said first nucleic acid * ok k& ok



